♦ 9 

1/16 



FIG. 1 

S-tag 
pCMV PET-32b) 




FIG. 2 

s-tag 

pCMV pET-32b) 




BEST AVAILABLE COPY 



2/16 




FIG. 4 



Ampicillin 



ColEI ori 
SV40 pA 



Neomycin 




S-tag 

pCMV (from pET-32b) 

HinmiMsc\ 
H/fldlll 



JSAPIa 

(343-1053 a.a.) 



SV40 ori BGH pA 



3/16 



FIG. 5 



Ampicillin 




S-tag 

pCMV (from pET-32b) 
, Hindlll / Msc\ 



pcDNA3.S>JSAP1a-A5\ \ \ JSAP1a 

• 1^1 (6 6kb) IJ (1-343a.a.) 

C0IEI on U 
SV40 pA^C. 

x:::--.^^ bgh pa 




H/ndllt 



F/G. 6 



Ampicillin 



S-tag 
pCMV <fr««n pET-«b) 



C0IEI ori, 



SV40 pA 8"^PCDNA3-S^SAP1b 

( LENGTH)! 

pcDNA3-S-JSAP1d 
(11.2 kb) 



Neomycin 
SV40 ori 
BGH pA 



JSAP1 



4/16 



FIG. 7 



Ampiciliin 



P^^^ ffrom'o?T?32b) 
Hindm I Msc\ 
fcoRI 



C0IEI ori 
SV40 pA 




Neomycin 



JSAP3 

Xho\/S4il\ 

BGH pA 



SV40 ori 



FIG. 8 



Ampiciliin 



S-tag 

pCMV (from pET-32b) 
H/ndlll / Msa 
FcoRi 



C0IEI ori 
SV40 pA 

Neomycin 
SV40 ori 




JSAP4 



BGH pA 



H/ndlll 



5/16 



FIG. 9 



2 M ori 



pADH1 



GAL4 AD 
V EcoRI 



Ampicillin 



Col El ori 




JSAP5 



LEU2 



FIG. 10 



Ampicillin 



S-tag 

DCMV (from pET-32b) 

Hindlll/Micl 
EcoRV/ bluni 




pcDNA3-Hls-S-JSAP5 
ColEloriLl (5.7 kb) II jJSAPSF 



H/ndtll 
BGH pA 



SV40 ori 



6/16 



FIG. 11 





7/16 



FIG. 13 




1 2 3 4 5 6 



FIG. 14 



GST- 
c-Jun 



Trx-S-JSAPI 



||/]TncS-JSAP1 




G8T-c>lun — 



1 2 34S878 
AMEKK - + . + + + + + 
Flag-JNK3 + + + + + + + + 
234 244 2SS 

WT: ---AAAlPSrraTKSMlPTBSVPSAAVlPI-NE--- 



T-0: 
T-1: 
T-2: 
T-3: 



A 
A 



A 
A 



A 
A 
A 



9/16 



FIG. 16 



AMEKK 
Hag-SEK1 

SnISAPI 



- - + 
+ + 
FL FL FL 



+ + + + + 
+ + + + + 
. FL A1 A2 A3 



Fiag-SEKI 



Blot: a-Flag 




1 2 3 4 5 6 7 8 



FIG. 17 



Blot: a-Rag 
(cell lysates) 

Blot: a-Phospho-SEKI 
(ceil lysates) 



Flag-MKK7 
S-JSAP1 



Flag-MKK7- 



+ + + + + 
- FL A1 A2 A3 




Blot: a-Rag 



Blot: a-Rag 
(cell ly&atee) 



FIG. 18 



Flag- 
8-J8AP1 

Flag-MEK1 - 
Flag-MKK6,7- 



MKK7 MEKl MKK6 
. FL - FL 




Pull down: S-proteIn agarose 
Blot: o-Flag 



Blot: a-Rag 
(cell lyaates) 



10/16 



FIG. 19 



Flag-MEKK«N 
S-JSAP1 

Flag-MEKK-N — 




Pull down: 8-proteln agarose 
Blot: a-Flag 



Blot: a-F1ag 
(cell lyaates) 



FIG. 20 



Fiag- 
S-JSAP1 

nag-MEKK-M— 



. FL - FL - FL 



Pull down: S-protein agarose 
Blot: a-Flag 



Flag-Raf-C- 




Blot: a-FIag 
(oett lysates) 



3 4 5 6 



11/16 



CO 5 



ui 4 

UJ O 

> < 2 



F/G. 21 



5XGAL4-LUC 
GAL4-c-Jun 
S-Cdc42(G12V) 
S-JSAP1-FL 
S-JSAP1-A5 




o tr 
s > 

UJ O 



FIG. 22 




UJ 



5XGAL4-LUC + + 

GAL4-Eik1 + + 

Flag-ARafI * 
S-JSAP1-FL 



12/16 



FIG. 23 



A 


12 3 4 




(kDa) 46 - 




phosphorylated 


B 


12 3 4 




(kDa) 46 — 




^ phosphorylated 
unphosphorylated 




FIG. 24 




Flag-JNK3 
S-JSAP3 
S>JSAP4 
S-JSAP5 


111 + 
1 1 ++ 

111 + 

111 + 
+ 11 + 




1 2 3 4 5 



6 




FIG. 25 



JSAP3 




1 2 3 



FIG. 26 



KDa 

175 — 




83 — j|p Input: 

47.6 — ^W'W^ 



32.5 — 



14/16 



FIG, 27 

^ #^ N^*^ 
/ / / / 

Pulldown: 

175— ^ 

^ with GST 

83— : (LANE 1,3, 5, 7, 9, 11) 
62 — 

47.5 - With QST-JNK3 

32.5- (LANE 2, 4, 6, 8, 10, 12) 

25 — 

1 2 3 4 5 6 7 8 9 10 11 12 

FIG. 28 



Myc-JSAP4 + + + + + 

HisS-JNKI - + - - - 

HISS-JNK2 . . + - - 

HI8-S-JNK3 . - - + - 

HISS-ERK2 . . . - + 

' Pull down: S-PA 

Myc-JSAP4 ► m0^0l^^^» Blot: a-Myc 



Blot: a-Myc 
(ceil lysates) 

Blot: <x-Hl8 
(cell lysates) 




16/16 



FIG. 30 



12 



LU 

CO 
< 

LU 

o b: 
-« F= 

LU O 
> < 

LU 

CC 



10 



5XGAL4-LUC + + + 

GAL4-c-Jun + + + 

JSAP4 + 

MEKK1 • - + 
TAK1 



FIG. 31 



7 

LU 

cc - 

LU S 
O t 4 



is 

—J 
LU 

CC 



3 
2 
1 



0 

SXGAL4-LUC + 
GAL4-Elk1 + 
J8AP4 
ARaf 



This Page is Inserted by IFW Indexing and Scanning 
Operations and is not part of the Official Record 

BEST AVAILABLE IMAGES 

Defective images within this document are accurate representations of the original 
documents submitted by the applicant. 

Defects in the images include but are not limited to the items checked: 

□ BLACK BORDERS 

□ IMAGE CUT OFF AT TOP, BOTTOM OR SIDES 

□ FADED TEXT OR DRAWING 

1^ BLURRED OR ILLEGIBLE TEXT OR DRAWING 

□ SKEWED/SLANTED IMAGES 

□ COLOR OR BLACK AND WHITE PHOTOGRAPHS 

□ GRAY SCALE DOCUMENTS 

^ LINES OR MARKS ON ORIGINAL DOCUMENT 

□ REFERENCE(S) OR EXHIBIT(S) SUBMITTED ARE POOR QUALITY 

□ OTHER: 

IMAGES ARE BEST AVAILABLE COPY. 
As rescanning these documents will not correct the image 
problems checked, please do not report these problems to 
the IFW Image Problem Mailbox. 



